BEST AVAILABLE COPY 



B * i W «= Jf 

JAPAN PATENT OFFICE 



10/502947 

CT/JP03/11156 
01.09.03 



wiSthil Office 1 ^ that anneX6d " a trUC C ° Py ° f the Allowing application as filed 



ft m * r b 

Date of Application: 

m m # -f- 

Application Number: 
[ST. 10/C] : 



ffi m 

Applicant(s): 



A 



2002^ 9 ^ 180 

#H 2002-272043 
[JP2002-272043] 




! 



PRIORITY DOCUMENT 

SUBMITTED OR TRANSMITTED IN 
COMPLIANCE WITH 
RULE 17. 1(a) OR (b) 




m 2002-272043 



1/ 



mmB] 

WHO**] 



NP02376-YS 
Wl4^ 9J518H . 

G01N 33/68 

14 



mmxitmm] ^■Mmm^^^m^m 45-1-203 

[ft^] mm 

[f±JOJ±®B>r] ^3t«WfrFTijjf£ft6 17-18 

[ft*] /h# 

[f»#-^] 396020800 

[ftSA] 

imsm-^] 100093230 

[#a±] 

[^•^«#-t] 009911 



03-5454-7191 



21, 000R 



WIB* 1 

mm 1 
^ItJ* 1 

[^e#tt^#^-] 0013341 



aj|iE# 2003-3081086 



#0 2002-272043 



2/e 



ffiiE# 2003-3081086 




P2002-272043 




mm 



(aH >x--f ><D— -ft <D ^-7^*71- K, tfafe* >/n°^®£7)— ^•0/^- , 7^7° 

v^-y^yr KSr^osm^^ K(b) ^^tfcR^^ y^nzmmmm 
(c) mi asfefe * > * & itaiti^fy^ 

2 iJ^±Ol^7'f K (a) A L, :/(b)fc*5v>-c\ fuffi 

Cb)<&**LWfctt*LfcKlfc* K«rH««ISrtJCa»A U *^ y ^(c) 

[»^3] XTyy&K&^T, 7"^ K (a) £ & SJI x. ^ 

* * - (A) Sr*«|fflJl&t* F7>^7i7y3>t^;ti:J;o tl^7°f K (a) 

LTHmi"^m^A^^ * - (B) frXRffll&t;: f5>^7x^S/ a >t 
£ C: t K X o Tt*lfc* Mis <t OW-fr^:/*- K (b) £j^ttt~;#A1-&fS 

^iCttfr^tf^SW^^W*:/^ K^^W^y-f- K(a) 0 



tBIE# 2003-3081086 



2002-272043 ^ ^- 1? 

YZ^tsM^??- K(b) 0 
^ F&J: CFt^^yl^y^t^yf K^trl^^f- K(a) *H3S"T* 

^■/^ K^^trM^T 9 ^ K(b) &&<D&&* ys*?mt&-fat LtM 
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iomgl^ HtriaoliS^lif^-r^^^^LT, &T?>(l)~(14)<7>^£*i 

(1) >^^W^^^9^M^1-^^^*«?#1-^^T^)o-C, 

(aM ><D—Jj<D/s-7^7°?- h\ i^fc* M<0— 7-^ "7 
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^ - 7 ^ K i: . #1 £ & * ;V # * y m#l v ^ ^ K & 2 ®m± <£> 
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i^yfF(a)^*iiWCiAL, Xt-^ 7°(b)^i3WT. l!ffiE:lbfc* >^ 
^®<^;ft,e*L4t!l^c^/^-7^7 0 :^ K&#fr 2MM±^M^7°?- K(b)^^-tt 

a-t z mmmm (Dttz a (2) <D%m 

(4) *7^7°(b)^:kv>-c, SiH^y 0 ^K(b)t^;m^>^^Ki:^-#:i: LT 
m^L-tzmMz.^? ? - (B) £Jl;MJ&J3 h 9 >x 7 i ^ v a i t \z X o 

tEt^ i o^j^yf- k (b) *M&mmzm\'?&im&m (1) * 

(5) -fv-r-Y XD^-y^y"?- h\ mytp-y/ifMn^-yt-fmsXtf* 
)\y If* y m$ v jJ^W* V^^m^y'^ K(a) 0 

(6) >^|£<7)^-7^7 0 ^- Ki3 £ CM >(D^-y^y'^ K£-g- 
tfUl^y^- K(b)o 

(7) -f ^t--^ XD^-y^-ff- h\ ibfc^ w^SC<tvn-7^7°?- K&iO^ 
;v^7tlift:>^;v^7^ V^t^m^y°^- K(a) Ik^mir&mmz-^? Z 
-(A)o 

(8) Sbfe* >vn° ^ - 7 ^ 7°^ K*3 i CM ^ f >f > - 7 ^ 7°^ K *S 
tfML&^7^ K(b) ftlOM^ jg fC»3g-t*JB3ftit^ 
**-(B) Q 

(9) mrt (5) 7°^ k (a) i & izmmm (7) oua^^ * - (a) t 

, frSBHW (6) <£>I4l^7 0 ^ F (b) £ teTtulB^ ( 8 ) * - (B) t £^ . 

tfztzmktt&*)vtf*ymfe?y^?m<vffiffimy°u~7jzy > 0 

(10) m^y^- K(a) i fcii&lfex^* * - (A)^WT ^M^-^ ^*®(a) 

m^m^(D^^n%^y^^^<D^fL^fL--^(D^-y^.y°^-Yt, m% 

& Xfrtf* yW&J'yyj-^y'?- Ft £#tr 2 m&±l?$> 0 Hl^7 p ^- K(b) 
Tttrffif&l^ (9) <^ 7°n - r-fe y h 0 
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(12) tuffi^ (id <oMm®m * 2 m_hwr & mm* ? h 0 

(13) m^m&<Dmt£&m%* y^?n<v^K^tL—^<D^~7^^Yt, m 
t£^^)Vif^y^iy^i-)],^-f^- vtz^t? 2m&±<Dm&s<7°3- K(a)£# 

(14) HUfB^(l3)0K^«^2m_hW1-^«^r-7 ho 
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, mie^(l)~(4)0^^&^ (intein) <D?>s*? 
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[0 0 11] 

cDNA^ /7 V - (g£#7 4 7*7 V t fzit^mmo > - * ;M?NA^£>iii£ 
LfccDNA? ^ 77 U -) 0#cDNA^ n - >fr bmZtt^MKftm Lfz ? 

[0 0 12] 
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W\ ^0^>^^®t-*-^^-^ («x.i*. URL: HYPERLINK "http://www.ii 
cbi.nlm.nih.gov/Entrez" http://www.ncbi.nlm.nih.gov/Entrez) ^f,T^ ^ 

o 

[0 0 1 5J 

>£LT(i, ^tf/tcti, ®lx_f£^:Saccharomyces cerevisiae. # >v^mCa 
ndida tropiallis£fcte^*HMThermoplasma asidophilum#^S^OVMA, 
^Mycobacterium tuberculosisE&*OrecA& i O'ppsl, ^H^Synechocystisfi 
*<7)DnaB^ X ^DnaE^Sr^ffi-f & £ £: ffiX* § £ ^ £ *l£> & 



ffiiE#2 003-3081086 



#M 2002-272043 




e Inte in Database (Nucleic Acids Res. 2002, 30(1), 383-384; URL: HYPERLI 
NK "http://www.neb.com/neb/ inteins.html" http://www.neb.com/neb/ intein 
s.html) ^^KjED^iHWo 
[0 0 16] 

j t<nwm&}U5$-x*$> o . m?Li$\ y^^m^yt^ >w ic(gfp)^ 

> -€-O^M#-e^^EGFP, EYFP m&Mft) , ECFP (W^.^) , DsRedl^DsRe 

<&%\<D?>^>7Wr (M^«\URL: HYPERLINK "http: //www 
. ncbi . nlm. nih. gov/Entrez" http ://www. ncbi . nlm. nih. gov/Entrez) h 'If 

[0 0 17] 
[0 0 18] 

v ^^^f y^^tt^/Ttih^O^^lTV^ (Cooper, A. A., Chen, Y. J. 



ffifiE#2 003-3081086 



jffim 2002-272043 ^-v* : 10/ 

, Lindorfer, M.A., and Stevens, T. H. , EMBO J. , 12, 2575-2583, 1993; Cho 
ng, S. and Xu, M.-Q., J. Biol. Chem. , 272, 15587-15590, 1997) o 
[0 0 19] 

%m,&&m#ffiMmte, mzz<Dm&zm^Ltzim*m*xi^ g&kdicm ( 

Mx.(^ Sambrook and Maniatis, in Molecular Cloning-A Laboratory Manual, 
Cold Spring Harbor Laboratory Press, New York, 1989) #l'^o'v^T^H# 

[0020] 
[00211 

^•7"^ K(a) «rH«jWJ!ftrt»ca»A1-*o 
^O^co^-y^y-f- F^#tfM^7°^ K(b) fctt-frL/S: 

[0022] 

)) tn^yf K(b) (i&^(6)) ^v^^it*-t^^o -ett-r^o 

o Sfc, -e-tL^^N-7^^Ki±C«fi||si± % nmjiwi±^^i-^ 0 
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v>-^£1££3foJ;?^ «<75N«I^- 7^7"^ K (FPn) fc± 

Xf^yj-^y<Dmm^~y^y"^V (INTn) CDft^^-t (N-FPn/INTn-C) , 

4 ><DC^m^~y^y°^ K (intc) & xnmyt? >/^s«^-7 

^y^K (FPc) <D®_fr&to-& (N-INTc/FPc-C) £-r& 0 i^TT'ii, Itt^y?- 
K (a) ^^N-INTc/FPc-C-e i? „ y°^~ K (b) ^%-FPn/INTn-C^ $> h Zfflb 

[0 0 2 3] 

m&^7°3- Yi^K&tf&X^Jf^yWt&vlfl-^-fJ- K (OTS) ^ N-INTc 
/FPc-C^CMJ LX&£< (N-OTS/INTc/FPc-C) . N3f$J KMffi ItUv^ 

(N-INTc/FPc/OTS-C) 0 Ztz, V (b) izMffi^ &pim? ^ ? M (tes 

tP) Zr^-ftKDMKHWLXi) £^ (N-testP/FPn/INTn-Cf T^iiN-FPn/IN 
Tn/testP-C) 0 

[0 0 2 4] 

m^y'J- K(a)> iSiOTi^T'f- KM/testPfi, ^-tt-r^^y 0 ^ K/ 
[0 0 2 5] 

JDl-^o WAtfV *7—&7°zi*~?~t Ltii, T7, T3, SP6^^WJ^"e§^» 
o £ ti £> <£>RNA>K 17 — **£7'n- : & — ^ — &i£ts-^<? ? — b LTf±> pKAK pCDM8 
> PT3/T7 18, pT7/3 19. pBluescript II& t^m^X % & 0 
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[0 0 2 6] 

* - s * - * & & sm^ Kwm^mmK * tz§&&« ? ? 

(i, pUC^, pBluescript II, pET^v^T-A, pGEXf&ilv^xA & if^M^T 
[0 0 2 7] 

1- -/n^-?-, ^y^-r v^tt*^ #y (A)ffiniasfi:^s*^r-tJ&npR 

^ ^-C#AL ram x. ^ ^ * - fcffofc U Mfcffllfert H# A"t tL 

fcLTli. pKAK pCDM8, pSVK3, pMSG, pSVU pBK-CMV. pBK-RSV. EBV-^*- 
> pRS. pcDNA3> pMSG, pYES2& ¥ifi$mrt*% %> 0 Jl&mj&t LTfi, ^-^WMB 
I&C0S7, ^^^--X^A^^^pm*fflJ3&CHO^i:^PS?LM^«IHJ3a. ffi^fiE 

S> V *°7-A^ DEAEt^* h 9 ^^flO^^fflv^ ih^t^o 

[0 0 2 8] 

if^^M^. s*f, at^^aix K^ata. v^mm, sds-page, mmgMHt. 

[0 0 2 9] 

* 7- "/(a) £ J; (b) Ki3 K (a) & «£ CMUl^^ K (b)/te 
st?&mRmi~mAt&Kte^ mx.it> mW (BioPORTER (Gene Therapy Systems 
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*±> #H) > Chariot (Active Motiftt. *H) 30 *fflv^c«F*g^A&^m 

m-?&z btfx*z& 0 ttz^ mmmmM^y'^-v^^niY-i -tatwid ( pro te 

in transduction domain) y g 'J^s ^ix(9/t^ t'f 7 ^7 ^ >'A7f 7 
>T1~^r<1 T<D?TDZmZ<Dm^7°^Yt l zMffi£*t2>Z.t\ l z£<oT^ 

[0 0 3 0] 

£0|§i^J:oTM#£tL&&^;l^^(A) (5&W(7)) is 
J:«m£^^^-(B) (§§§§(8)) ^fflv^^ (3PJ(3K (4)) ^oT&B 

e^M^ :/?- k zmnm i~mxir &zt&x£& 0 £ <o^m (7) & £ ^(8) <d^ 
& a , 7°^ k mm ftmx mm^mm. \zn Ht^i^tv^ 

Y*m^x\>m-$z> zt&x£& 0 ztihommk^? *? -zmmmmftiz 

•7°^ F ^ittrt-c^m^ d &X £ Z> o 
[0 0 3 1] 

*T V 7 P (a)^i3V^T, m±O^^J: !9«rt^aSA^tL/iB!l!^7 9 ^K(a) 
-€-O0TSicj:oT^(7)^;v^9rt^^f1-^ (Ell) 0 ^v-yy°( 
b)\zte^xmmn\zm\ZtLtzm^7°^Y(b)/test Pfi, ^cotest P^Jt^ 

1" h 7°^ K (a) t ^BSfpffl t ^ ^ L £ INTn £ INTctf s * > ; n° ? 7° 

?4 i/>inz£^xtyt)i}iz^ F?ntFPctimmmztLx$rytm-%-*mir2> m 

1) o 

[0 0 3 2] 

t£oT\ ^^^y^^^v^TTOO^M-f-^^tHI-^- tizX-oX, test 
&v>fi % 3t3ft*Sttffc4:/l'V-:r-r >jT (fluorescence-activated cell sorting 

:facs) mz£^x$kifcm^*$&i-zmmzmiR'r2>ii?izLxi> z<dfa 
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cs*fflv^^ftti, foifttia^t, m7Li$±3$m%? y My -iy*7i) 

[0 0 3 3] 

<D^W(2)<D-ft&X^ y7°(a)&C£>V>T. — oc9|fflJ&<7)^& & 2 &±.<D*fr 

7 iz^rtirm^^y^ K(a) ^^A-T •ett-rttoM^^ K(a) fi, 
;t ;v #* * ^« W v ^ tt-rtt^^ %> * )V jf^ y ti-&^7° 

nn>K'J7i:{iiifef^^>^I (EGFP) , /Wfe#fcii*fe&3fe* 
(EYFP) , 3>^:iifM^>^^f (ECFP) O^-T^ct)^- 7 
^^K«r^&«!^^K(a)«:^§-frSo fit, ^f^(b)Cfe^t 
. tuffi^ibfc* ^/^Soto^-?^^ K**-^*lk#^r^ K(b) KM 

[0 0 3 4] 

(#&9i(9k (10)) ^v>^i^:iot»<i|inia^^o £<b 

fi. ^^^2Ja±Ojffl]fi*H^?>«r4<IBJ|ft^ry h (^(12)^^1^(14)) £1" 
^^Hfi^ £<^PJ(12)0,«^7 H±, ^TO«^-^;V^^7tC 
S!l!^7 0 ^K(a)^«£TV^^M<7)|B^H-e^o-C^ J: <, **v>tt*;h. 
-r*L^***^^^9^itt^^ K( a ) *«x.TV^^ifcj@o«^ia-e$) 

^ ^^-tt^M^y-f- K( a ) *«£rv*4aBfikffifl5j|Bliaitfflt»abo T 
J: < . ^tt-trti-FtUz 2 «£JLt<Z>Mfc£ *frjf* ? KM-fr^*??- K(a) 
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[0 0 3 5] 
[0 0 3 6] 

[mm] 

T < J Kl-157 £ 5&fb L fcEGFP cDNA£ * 'J^7- 4?)1«LRJC& (PCR) «£ 19 *M 
*U Lys-Phe-Ala-Glu-Tyr-Cys (SB^J#-f- 1 ) SrspE(JFPOC3StC#AUfeo £<0 
cDNA^DnaE^T ^"r-f ><50cDNA^Hi^$^ HC^? 

* * -Bluescript* W 7* n y y L ^ o ? cm%d >^«?fltt 

^ > K V TTO v ^ /l/^ K (MTS) $ tz it ij V L fcEGFPN 
3lfllI^-7^^K (EGFPn) fcDnaE<ONS8MH!k\- y^y°^ K (DnaEn) frb%Z> 

K (b) £ ffc^f PCRfcJ: flcDNASrSMSU BamHI (5') *5iU«N 
otl (3') fUM^CzSALfco iOPCRjg^^pMX-Mito/LIB'^O'7 

1. 2.^^n-><7)iisij 

IffTSSrtt^ LfcDnaEOCfflMffl^- 7^7°^ K (DnaEc) OcDNA&PCRK «fc 0 ifijl L 
fc 0 EGFP<^158-238^^-r^>^;V^^v;i/»0#^OcDNA^. Cys-Phe-Asn-L 
ys-Ser-His (BB?!I#^ 2 ) (D^<y°f- y too. pcRfc J; 19 tjf 

, pBluescript4 , W^n--^^Sr^f 0 ^: (E12#M) o 
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>^#P*fUTtt*E5?IJ*flSfRU pMX^^-ft^BamHI (5') £itfSalI (3') 
W®.UmzmXLtzo W5a'$Mffi*X*mmLtz^ M£-*{£?-£Lipofectainin 
e Plus (Invitrogen) ^fflV^TPlatE^BJ^p^H h ? >X 7 j. ^ v a > Lfc 0 2H^ 
*f&> A^jffi <7) 1/ h n <? ^ & JR& U BNL1MEIHJ&F*] t:f7>X7x^y 3 > 
Lfco JSSH : f-S:-&tfG418 (Invitrogertffc) ^"e^lOB ^K^tz^MW^^: 
fc, ^L^m«*^#Lfc (0 3#hs) 0 

1.3. cDNA9 ^f7*7V -<7)|Slg 

1X108 BNLlME«Bia^t>OPoly(A)+RNA(^*S«l»±, FastTrack^ y h (Invitroge 
ntfc) £fflV>Tfrofc 0 9 >^A^dr-9-v~-£JSv>£poly(A)+ RNA^ <b OcDNA<0 
£-J&ii, cDNA^-JjSc* ^ 1> (Invitrogen*±) *m^Xft<=>tz 0 %k&&)l l Z&t>tltzcD 

^®£firV> N Qiaex Il^y b (Qiageirfi) £fflv>T600kl^Lt<Z>S$<acDNA:7 9 
y \>*T1fU-*7)Vfrbmi£l,tz 0 pMX-Mito/LiBOBstXI^iL^OcDNAIIf 
V\<D&\\±^ BstXIT^V*- (Invitrogentt) *m^Xfto tz 0 l£^DNA£j^ 
/-;W£I£U -eo^DH10B-3>tr-f> hiBJfe (Invitrogentt) ^:h7^7 
^^V3>U; 0 7°^$ KDNA^fflSStiQiaex (Qiagentt) £ffiv>T, 16B#H5k: 
t>tz&200iaL<vmmm^f<D tzo y^r~ vlfflfl»-e£&PlatE^<D T° 9 X 5 
f7>^7i^y3>ii, Lipofectamine Plus (Invitrogentt) &£JV>Tfro ;£ 
o 2 B FalO^Sf, i©2jlffi<9 1/ h n 4 )VX $ frfc (® 3 #hs) 0 

1.4. v—r<t >^*m& 

^7'3>-7;U-^>h (70%) &BNL1MEWW ftHL/cV hu^4 

^7^7*7 V ^^J^20%mTt i 9 ^S^£$*7to 

ffHffi tepMX-EGFP £ m ^ tzMmm. \z i *) ft o tz o ffljfe f»&<a488# L 
^ ]S«6cb©S'*- WUtteSM L£ 0 72B#Rg<7M > 3 > »; <7°v 

>-EDTA*fflV»r<ffl|ft*»±**b, PBS3t®$i (GibcoBRL) *fc$&#bfco FACSfr 
*f0^tetiALTRA7n— h^t-^- (Beckmann Coultertt) ±t?ffv\ £*L 
Hi 19 GFP-|#tt#— ffiHg ^ V-t-i' >^L/r 0 ittf) o jfffl jfe tt96 •> i ^ V - 

•9-7^n-^>^£fT 0 7t (HI3#M) o 
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1. 5. ®.fr&frcDM<Dmfc 

BNLIME^ n - yfr t>f$ ft tfc^V AcDNAfc T v KPCR&K X t) mm U & 
fr&iiitzd)M$:®WLfz 0 7°yJ~?-l±^ 5' -AGGACCTTACACAGTCCTGCTGACC-3' 
(Se^lJ#-^3) ^it/S'-^CCTCGCCGGACACCXrrGMCTTC-S' (Ic?!l#-5§- 4 ) O-tr^ 
ht, 5' -CCGCCCTCAAAGTAGACGGCATCGCAGC-3' (Sfi?iJ#-§- 5 ) & <£ -CGCCGTCCA 
GCTCGACCAGGAT-3 ' (Wffltt 6 ) <7>4? >;> I> ^ v»fc 0 PCRiiLA Taq** V ^ ^ —if 
(Takara Shuzott) £fflv>T30-*M ^ Mto £ (98t:30#T-M4, 58°C30#-CT 

--y>*\ 72t:2^-e#m) 0 mmt LT&btLfz-XPCRy^y* > i>ov- 

^>*»f£> BigDyeTerminator Cycle Sequencing Kit (Applied Biosystems 
tt) £/B^TfrV\ &%r*&Wii/~<!r>y- (310 Genetic Analyzer; Applied Bi 
osystemstt) &C«fc Ijfifofc (EI 3 #BB) 0 

1. 6. m.m^m\}& x xym^^mmmmm 

J tti j eti<DcWAZ/-t->X}km±, GenBank, PDB, SwissProt, PIR, PRF£# 
trf-^^-^^OdDNAV— Jr^^jciO, BLASThSrffl^Tffo^o cDNAfitO^f 

«£*vC£iK **tfeO«||ttjiMfr**tr^* 0 ffiratt54ff03«Elftl4Bla8trn 

BNLIME^ n-^^^^- v _tfcj£ § , ^W^%0#^TT'24B#F^ K t> 
ti1)4>*a.'<-*/a>$:ff* > i Zo m$l*5% FCS»PBS^^g^L> 
V— (Carl Zeisstt) fcftffi LT^jBUftO|^!WWfti^ 

(TMRE; Molecular Probestt) &fflv»T?ro/So PBS^#?£4»CDTMRE<0 

3nmO^«TBS|tL, 560nm LP? ^ - £/Bv>Tg!J!Ht£3tf2L*:o 

2. |§^ 

£ © 9 * y 9 V - * * y - - > y £ jEWKtf $ fc* tt. JttT02jft * 
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BNL1ME) rtSp-efi 1 o o EGFP& i tfDnaEcOCiflHII^ - 7 ^ "7°^ K KttJfc-f Z> cDNA 

> K'J 7©Ifi5y^tiV^- F1" & pMX-MTS/DEc (Neo) 7" ^ * ^ KSrfiL^ ( 
HI 4) o X7°y 4 zs>JfUft-?lZZ t>K5m<7)T ^ ym.*=i- Ki-^cDNA^'f > 
t-fU &TO&*:/94->>^#&£*J:-5teLifc (02) (Evans, J. et 
al., J. Biol. Chem. 2000, 275,9091-9094) 0 Z.<D*77A$ K£ lx h n <7 ^ ;v 

x>VVTft^fm+Z&&MI!^ifim&ZtLtz (BNLlMEmito) o 

■f- F-C%>2>mSZm^fZo ^tih <7)cDNA{iEGFPnio X t>DnaEn£ n - 4cDNAfc 
a&SU -etLf ? <7)Hl^7 P ^ KS-BNLlMEmito«F«3T^m$-€-7t: (HI 4) 0 fflJft 
O >? jc* ^ y n y > \z J: 15 „ ? Jf* 7°^ -f v > DT^^kEGFP^ 

tztb, BNLlMEmito^mo^^f^-v^^/co BGFPO^tt, IBM^ttO 
h 3 > K 'J 7I^f S f h 9 ^ f ;vn ^ ^ > ><7)xf;i/xxT;i/ 

(06) o Lfri>^ *>'^?^xy 0 7ji'>yfe<?)EGFP3&mK mmizms*& 

[0 0 3 7] 

Wmm £ tifzEGFP<DiMr%S&m& J tn> V -*-frc J: 4 tbteWJteoJ|t*K:JB, »? & « 
^3j&#^&&£fc£^^3££>, iiT»tt?i^^^lI (M0I, ,« 
*fc 9 <£>cDNA|fctC i 19 5£i|£ *L&) r% MTS-EGFPn-DnaEn^M^-r * l/fn^^ 
^*BNLlMBnito#fflJte^«ft$*^ 0 l»IOW0l±#U*3?-C**^ £*UiBNL 
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#o7to M0I^5O^^« N ^TO«7^jtv^^£/^L*: (EI 7 ) 0 M0I3 ? 0.0 
l^^H tel. 6+0.1%, MOI^0.02^^tC^. 3.6 + 0.3%, M0IM).06O^§^C 
fi9.4±0.6%, MOI/^O.lO^^ii. 15.4+1.1%, MOI^0.2<Z)^tc(i, 36.7+1 
.4%. MOI^O.SO^tcti. 60.5+1.3%, LTMOI^l. 0<Oi#^;:te, 71.1 + 1.0 
%<7)«^^:^^L/to 0^^>0.2<7)M0ItlH-e(i, m^»(iM0IOJit)n^Jt^!l 
LTittLTis!?, 0^^0.2OM0IigH-C(±^{i|fflJ3a^7^t)H®<7)cDNAt 

<D^-^m^mmt^-z>X^^o Ztlb<VT-?frt>, <DBNLlMEmito«tf 

2. 2. cDNA^ ^7 , 7 1 J^^f><7)5 h 3 > K »J T * ^ ® <DM^} 

tI^W K%.%m b£"C& a ^ 9 *<ftft 1 fc 0 BNLlMEmi toM &~ h ^ C D 
NA & , EGFPniS J: t/DnaEn<7> c DNA 77^>f <7>_t^ft \Z $> 2> 2M^rOBstXIg|5f5: ? 
n-^y^LT, cDNA-EGFPn-DnaEnlife^7 4 77'J-^MLfc (EI 3) o fK^U 

^x®lz%%&-t2>fzibX*$>& (Roise, D. et al., EMBO J. 1988, 7, 649-653; Vo 
n Heijne, G. EMBO J. 1986, 5, 1335-13429,10) 0 £ <D J: o izmm £ tt^cDNA 
5^ 7*7 i ;-~^^l.lXl06^^5lL7t^n-->'^ttL-C^ 19, cDNAW-f X 
t Tl. 4kbp-C£> ^ o ^7^77'J- £^2>flfi )V^^y^r- if 

'fblffl^-e^aPlat-EM (Morita, S. et al. Gene Therapy 2000, 7, 1063-1 
066) £Mv>T, Vhn^^^(:ftU; 0 lXl07^<Z>jf«K5 
OyuL^lxhn^^^irtSrS^^^T, 20%<£^3»£iiJ& L£ 0 J»#kS 
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£*LTV>£ (i8 0 L**om*fflIfeOjfc*tt, ^lffl«fc<7>0.089±0.008% (n=10 
[0 0 3 8] 

i t»- * ^o^^-e « io7^ zmzmi-m Amm-c&o 

[0 0 3 9] 

20(HHOJR*$*Lfe^n->'O^bteaiflP*FACSfc«I: 9#*fLfcj^ £<?)9*>1691@ 
o - >^ ^5|ft«^f L tv^: (®9) o a«93H®<0^n->ii^ 
7fc£f&-£-f\ Zftb <Dcmk\$ ?J A PCR&c J: 0 dJiR $ *l& o fc c: £ ^ t> N C DNA 

w/Aia^jti^^o^^ $>2>^i±-mm.fr&ttitztLTi>mfefr 

Kyrrt^R^ LTv»4ifc#iR|ggb (H9) . £ fth ?>Mti&faX"i± 5 fa>K 

^ cDNAv - fr ^xmm l~ffltfr BTflZXib £ £ t tfjji £ tL/s Q 
2. 3. ffiSUOcDNA* n - > 
® * OcDNAco^it £ 2> fz #> , -e ti^tHO ^n->^^7A^MU 
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s) Kit, lmtzimmLfz? rm2ffi, immm&ztii!i9y#2mitt tix^ 

tz 0 %fi^i&v^ff60j@OcDNA<7)-? 56M?>? n— >^GenBankt£-C|W]^£ 
[0 0 4 0] 

VVT9>**!Rtf&&mfeZti1ziP, Ztibimx-incadU Gcdh. Cox5K AT 
Pv>*— b\ Ucp2, v W >ift K n --tffc^fc* (^i) 0 itL^^ 

i:RiS*LTV>io Mx.i£> No.l0^n->-^S*1-^cDNA{i<2rliv-^r>^T ? 
-^-^ODDBJ (RIKEN^ScDNA^n-V) tC£v>T|W|;e£ titv^ (Hayashi 
zaki, Y. et al. Nature 2001, 409, 685-690) 0 No. 10^ n-> ^f-^^-^, 

£tLfccDNA$f>i"<^ Schizosaccharomyces pombe;^£>i^L;fc3f ^-f- f^n-Ac 
***sy- J t£m.fr±LX?>;*?M<Dm^li, DNA V ^ ;u "C , 23%<7)^@ Mtt/^^^t b 
o ^O^^^^^^n-VNo.lOii^ h^n-Ac^^v^""— lf|a«^35:T^ 

ScDNAlifc h ^ h a > KV *KV-A ^ (S18-1) OcDNAKML 

*L/i 5 h n > K V TM&ltfr h , ^ n - >No. 92<DcDNAJ± v ^ * S fn^K'J 

ro^fv-A^ ? R-t?^ & i t mm £ tL^o f&O V #V -A? ? J? 

-?&&S18 (^n->No.51) fi, sj?y- A * wc £ t^gE 

K|WI^£*lTv>&^\ ^^blcov^Tfi#Lv^#^^^^TV^^ 0 MTSii20 

wm t <d m \mmm\±<r) « - h *jm-t * W3#*> & 0 ±v?$ 
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&fflmiznLTmL\sm®imifrbti%^ 0 ^<Dtzt>^ c\tib<D3mm<D? ti- 
ls & 5 h a y K V T |*i KJifcf fc1" & $fM* & £ ^ $ tt^> 0 
[0 0 4 1] 
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2; 



[^13 



±>X oDNA 05 * -r =T U — 



^l"f>8ft KP^t- if 11. 52. 53, 54 

* h£p — Aot*i/^- \£ % 3.- v bVb (Cox5b) 20 

ATP^ja»*T;U7T-y-^a.--y h 23. 27. 84. 85. 

95 

Bftft«^>/^«2(Ucp2) 35 

'j;ix-CoATt KP(r*t- H (Gcdh) 40, 43. 49. 57. 

93 

7-fe*;MS§m A^rfc KP^f- H (Acadl) 58 

f hfn-Ab ! 

7*ftKfth'P^ — -tf 2 140 

atp n+mm. s h a > k u 7 fi 143 

^>^^U^>r^ K 1 

5 K3>KU7'j7Ky-A$>/<?gsn H7 



TNXThxy-jUf^e^ift*^^^^- 4f2 71 100 

60S y,1?V-A$>/<**L3 (L4) 108 

NADH-zl fc* *V K U *tt * -4? 13kDa-A t^iz », h 144, 150 

ii*X7 7 Hf 148 

h*P~Ac**$/*--tf*§*aT* 10. 94 
(Schizosaccharomyces pombe. 23%) 

»*>3 '^^^>/«7R75 (t 89%) 46 70 77 

•j7f?V-A*>/OKS18 (Rsp18) (fcK76%) 5163' 

. JEfS^*>/*>7Jt SLP-2 (t K 93%) 87* 

5 h3>K'J7 28S U7|?V-A$>A£R S18-1 (t h 92 
77%) 

NADH-zl M*/ i/^+i, K y * —If 30kDa -y-?a^ «y h M 99 
EfeR (t K 88%) 

3A ^^t Kp* 8 :*— it^a.-^ h B. ^-^ 135 
(t K 91%) 

e^x-^b KP^~tf§Bit3>/^y g (t K 75%) 145 

^mtti&$ " 



61:12852607 

61:12840016 „ 

iiil252ffi ! 72 82 



[0 0 4 2] 
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hHiotfl^f^t^^.o ^<7)^<7)^(i^T^)^7ti6. cDNA^ 
#^K^Jfe-*-££ t**nrtfet?2b* 0 $«b^> icO^^cDNA-9-7 h 



[0 0 4 3] 
[0 0 4 4] 
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efore 
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<170> Patentln Ver. 2. 1 

<210> 1 
<211> 6 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Description of artificial sequence: Synthetic oligopeptide 
<400> 1 

Lys Phe Ala Glu Tyr Cys 
1 5 

<210> 2 
<211> 6 
<212> PRT 

<213> Artificial sequence 
<220> 

<223> Description of artificial sequence: Synthetic oligopeptide 
<400> 2 

Cys Phe Asn Lys Ser His 
1 5 
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<210> 3 
<211> 25 
<212> DNA 

<213> Artificial sequence 
<220> 

<223> Description of artificial sequence: Synthetic oligonucleotide 



<210> 4 
<211> 25 
<212> DNA 

<213> Artificial sequence 
<220> 

<223> Descript ion of artificial sequencer Synthetic oligonucleotide 



<400> 3 



AGGACCTTAC ACAGTCCTGC TGACC 



25 



<400> 4 



GCCCTCGCCG GACACGCTGA ACTTG 



25 



<210> 5 



<211> 28 



<212> DNA 



<213> Artificial sequence 
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<220> 

<223> Description of artificial sequence: Synthetic oligonucleotide 
<400> 5 

CCGCCCTCAA AGTAGACGGC ATCGCAGC 28 



<210> 6 
<211> 22 
<212> DNA 

<213> Artificial sequence 
<220> 

<223> Descript ion of artificial sequence! Synthetic oligonucleotide 
<400> 6 

CGCCGTCCAG CTCGACCAGG AT 22 



[mi] 

[B9 2] 

nmm-vnuLtzm^yf- k o>) & a v (a) <om& t , 9 -f? 4 

^Me^iJ it „ DnaEn £: EGFPiu DnaEc t EGFPc. EGFPn t EGFPc ORI©'J K 
[IH3] 
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[HI4] 

ASMS, NE0(± * * v >f v ^irtt*^ £ gcT „ 



*^i'J> (CaM) i (iMTS £ L fcEGFPn-DnaEn £ Itv^ BNL1M 
Emito|ffl^co^:«^f !g?<o ->x^^>7'n 7 f WO^f * & 0 EGFPc 



MTS-EGFPn-DnaEnilj^y 0 ^- K/^glU Un> KV T KM^it Lt^-S £ 
£ £ TF-tM&m&M"? $> & o o M0Iffi5-CpMX-lli to/LIB-MTS tCJfigfe $ -fr/cBNLlMEmi 

(a;S^M) . EGFP©SjfeO|B»**^^C««ilJCJ: (Jfrofc (b) 0 efe&Ojft 

T L (c) o (d) fcfc. EGFPa* 5 >n>K'J7 Jgfc Uv^i 



^^^^^EGFP^rrt^i-^BNLlMEmitoMcOFACSyn y 4 -;v £^ 
7 7li, BNLlMEm i toUHJfe L T > CaM-EGFPn-DnaEn * 3§m ttv^Vfn->^f 
)V7s £M0I{fi51:\ MTS-EGFPn-DnaEn &f§5£ Uv^tO *MQHfi5£ £ iiMOPfilO. 2 

O^.m^-y h«frJBW* N Lfl«OEGFP^tt,«OJt^^1-^.MOI<7)tBI8^J: 



FACSK J: 3bfe«HJ6£jggU Lfc#*T** 0 (A) teBNLllffi«KS»»20% 



[IH5J 



[0 6] 



[m 7] 



[m8] 
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y?r?<yym%iZmLtz 0 (b) a, (a) <DLmmn&<om±FAcs-f^y^ 
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(C) 





(d) 



. 4 ,. ... 



(b) 



r .<i. 



jP Y/ r- 



tBIE# 2003-3081086 



2002-272043 



[EI 7] 



7/ 



S 8 8 <■> 



tlllTtlltlllt.il.,.. . ... I , . 



C\J 



00 

o 



d 



cvi 
d 



o o 

CM 



8 S § 

(%) i uo.i6ey uj sjeqiunisi IISQ 




003-3081086 




ffifiE# 2003-3081086 




mtE# 2003-3081086 



2002-272043 ^ ^- v : 1/E 

o 

&oT> (aH ><D— TjO^-?^? 0 ^- K> *3fe^w?^S<^— -%<0^- 
■7^7°f- Kisi^t^^^^^y^t^^f Kfc^tHBte"*:/?- K(a) £K 

£ X TfMtU yy-^y Woa- -7 ^7°^ K £ ^trl£^ 7°if- K (b) \zjfc% L 

tztm* >*9Kt:Mfflmft i~mx-rz * t ? -? ; & ± a* < c ) ktib^*^ 

[SKIS] El 1 
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